Despite the potential of whole-genome sequencing (WGS) to improve patient diagnosis and care, the empirical value of WGS in the cancer genetics clinic is unknown. We performed WGS on members of two cohorts of cancer genetics patients: those with BRCA1/2 mutations (n = 176) and those without (n = 82). Initial analysis of potentially pathogenic variants (PPVs, defined as nonsynonymous variants with allele frequency b 1% in ESP6500) in 163 clinically-relevant genes suggested that WGS will provide useful clinical results. This is despite the fact that a majority of PPVs were novel missense variants likely to be classified as variants of unknown significance (VUS). Furthermore, previously reported pathogenic missense variants did not always associate with their predicted diseases in our patients. This suggests that the clinical use of WGS will require large-scale efforts to consolidate WGS and patient data to improve accuracy of interpretation of rare variants. While loss-of-function (LoF) variants represented only a small fraction of PPVs, WGS identified additional cancer risk LoF PPVs in patients with known BRCA1/2 mutations and led to cancer risk diagnoses in 21% of non-BRCA cancer genetics patients after expanding our analysis to 3209 ClinVar genes. These data illustrate how WGS can be used to improve our ability to discover patients' cancer genetic risks.
Introduction
With the rapid development and decreasing cost of whole-genome sequencing (WGS) technologies, this genetic testing tool will soon be readily available for common use in the laboratory and clinic (Collins and Hamburg, 2013) . Though the research community is rejoicing in the newfound ability to use WGS to investigate patients' genomes in better detail, clinicians are more cautious. The unknown, but potentially significant, burden of delivering genetic results of uncertain value to patients weighs heavily on practitioners, such as oncologists, cardiologists and neurologists.
WGS, and whole-exome sequencing, have already been used to provide genetic diagnoses that inform clinical care (Worthey et al., 2011; Bainbridge et al., 2011; Rios et al., 2010) . These early successes in individual patients prompted expanded studies to investigate a more general use of WGS in clinical settings (Saunders et al., 2012) . Indeed the growing adoption of WGS in the clinic and the potential to positively impact patient care contributed, at least in part, to the UK100K Project, an effort by the Department of Health (United Kingdom) to provide highcoverage WGS for clinical interpretation in 100,000 participants focusing initially on rare diseases, cancer and infectious disease (www. genomicsengland.co.uk). Therefore, we sought to investigate the value of WGS in two cohorts of cancer genetics patients to begin to address the challenges associated with the identification and clinical interpretation of WGS and potentially pathogenic variants (PPVs) in the genetics clinic.
Although patients with a family history of cancer are currently evaluated with single-gene or gene panel tests, it is not clear whether WGS will replicate these findings or potentially increase the rate of identification of genetic risk factors. In this study, we modeled a scenario where WGS replaced gene-specific testing in 176 BRCA1/2-carriers and 82 non-BRCA patients from our cancer genetics clinics. We sought to examine whether WGS could be easily and quickly mined to identify PPVs highly likely to increase cancer risk as well as potentially expand WGS to assess genetic risk for non-cancer conditions.
Methods

Participants
Individuals from the cancer genetics clinics of the University of Texas Southwestern Medical Center (UTSW) and the Ohio State University (OSU) cancer genetics programs were recruited to the study following informed consent approved by the Institutional Review Boards of both institutions. Only unrelated individuals were included in this study. Blood samples were obtained and de-identified. Subsequent genetic results were not returned to participants.
Whole-Genome Sequencing and Variant Analysis
WGS of DNA was performed by Complete Genomics Inc. (Mountain View, CA, USA) as previously described (Drmanac et al., 2010) . Sequence analysis and variant detection were performed by Complete Genomics Inc., as well. Variant analysis was performed as previously described (Soyombo et al., 2013) ; however, variant quality measures were investigated to determine appropriate quality control parameters for identifying high-quality PPVs from WGS. To determine the variant quality score threshold, we measured genotype concordance between individual-matched WGS from lymphoblast and fibroblast samples from seven individuals, which are expected to have minimal discrepancies. Genotype concordance was measured using quality score thresholds ranging from 50 to 100 ( Supplementary Fig. 1 ). Single nucleotide variants (SNVs) with quality scores less than 100 for both alleles were excluded, resulting in an average SNV genotype concordance rate of 98.88%. Because of the systematically lower concordance and higher error rate for detecting insertions and deletion (indels) compared to SNVs, indel concordance was measured using quality scores ranging from 0 to 300 ( Supplementary Fig. 2 ). Indels with quality scores greater than 150 were included in the study, resulting in an average genotype concordance rate of 97.14%, although an average 63.07% of indels originally identified by Complete Genomics were excluded.
While numerous aspects of WGS performance are considered and represented in the variant quality score provided by Complete Genomics, individual quality parameters may improve WGS specificity and sensitivity, as are commonly used by other sequencing technologies. These include, but are not limited to, overall sequence depth, sequence coverage at variant positions, variant allele fraction, individual read quality and mapping quality, and read directionality for paired-end reads. Though these measures were not individually included in the analysis of WGS from Complete Genomics, the quality score procedure used here was previously shown to improve concordance to orthogonal validation by Sanger sequencing (Soyombo et al., 2013) . All sequenced genomes were mapped to the human reference sequence (b37) and analyzed using Complete Genomic's software (version 2.4). A summary of sequencing statistics (coverage, amount of sequence, total variants and genome-wide QC measures) is reported per sample in Supplementary  Table 1. Potentially pathogenic variants (PPVs) were determined primarily by population frequency using the Exome Variant Server (ESP6500) and a population of HapMap individuals sequenced by Complete Genomics. To simplify detection of PPVs, nonsynonymous variants with frequency less than 1% in both the ESP6500 and HapMap datasets were considered potentially pathogenic. Loss-of-function (LoF) nonsynonymous variants were defined as SNVs predicted to create a premature truncation (nonsense), alter canonical splicing (disrupt), alter the initiating methionine of the protein (misstart), or alter the final stop codon of the transcript (nonstop). LoF indels included only those resulting in a frameshift and did not include in-frame deletions and insertions.
Statistical Analyses
All statistical analyses were performed using the R statistical framework. 95% confidence intervals were determined from the binomial probability. Fisher's exact test was used to test for significant differences between WGS and published gene-panel sequencing methods (Kurian et al., 2014) .
Results
WGS Confirms Clinically Diagnosed BRCA1/2 Mutations
WGS was performed on a series of patients from the cancer genetics clinic that included those found to have BRCA1 (n = 88; Supplementary Table 2) or BRCA2 (n = 88; Supplementary Table 3 ) mutations, as well as those that were not carriers of a BRCA1/2 mutation (n = 82; Supplementary Table 4 ). The genomes of the 176 unrelated BRCA-carriers at high risk for breast and ovarian cancer were first investigated to determine if WGS confirmed the clinically-diagnosed mutations (Myriad Genetics).
Similar to previous reports (Worthey, 2013) , PPVs were defined as rare (less than 1% frequency in the ESP6500 and HapMap samples sequenced using the same technology) nonsynonymous variants. Because of the variability provided by different computational methods, in silico predictions of variant pathogenicity were not used to evaluate missense PPVs. Finally, due to technical limitations in detection of copy number variants (CNVs) and functional annotation of intronic intervening sequence (IVS) variants, these variants were not considered in our WGS analysis of PPVs. After applying quality control measures (see Methods), WGS identified the majority of clinically-diagnosed BRCA1 and BRCA2 mutations. Of the 75 patients with BRCA1 mutations for which our method was expected to detect the clinically-diagnosed PPV, WGS detected 89.3% of the BRCA1 mutations; the remaining eight mutations were identified in the WGS data but at lower quality (Supplementary Table 5 ). Among 88 patients with BRCA2 mutations, WGS confirmed 88.6% of the BRCA2 mutations; the remaining ten mutations were identified by WGS but again at lower quality (Supplementary Table 5 ). In sum, WGS in this cohort detected all BRCA1/2 mutations expected to be identified by our WGS approach, although limitations in sequence quality prevented confident reporting of~12% of BRCA1/2 PPVs. We expect this result to be a lower-bound, as sequencing technologies and computational methods continue to improve. Indeed, 16 of 18 (89%) low quality BRCA1/2 variants were indels, and indels were previously reported to be poorly sequenced using this WGS method (Drmanac et al., 2010) . WGS results are summarized for all BRCA1/2 mutations in Supplementary Tables 6 and 7.
WGS Detects Cancer-risk PPVs in BRCA1/2 Patients
To model clinical WGS in our patients, we evaluated 163 clinicallyrelevant genes (Table 1) to identify PPVs in the BRCA1/2 cohort. These genes included cancer genes evaluated on commercial cancersusceptibility gene panels, genes selected by Dorschner et al. (2013) as genes that might impact reproductive decision making (e.g. carrierstatus reporting) as well as genes initially recommended for reporting by ACMG (Green et al., 2013) . In total, the initial gene panel represented 135 dominant, 24 recessive and 4 X-linked disease-associated genes.
WGS identified 1207 PPVs in the 176 patient genomes with BRCA mutations, representing 695 unique variants. Of these, most were missense variants and 46.33% of all PPVs were novel and not present in the ESP6500 database (Supplementary Table 8 ). On average, WGS identified 6.8 and 6.9 PPVs per patient in the BRCA1-and BRCA2-carrier cohorts, respectively (Fig. 1A) . Among the 163 genes, the number of PPVs per gene varied greatly (Supplementary Tables 9 and 10). Similar gene variance results were obtained for BRCA1-or BRCA2-carrier cohorts evaluated separately (Supplementary Tables 11 and 12 ). As expected, when restricting our analysis to only loss-of-function (LoF) PPVs (see Methods), the number of variants decreased dramatically. This indicates that a majority of nonsynonymous PPVs in the cancer genetics clinic will be classified as variants of unknown significance (VUS), reinforcing the challenge of expanding the scope of clinical WGS (Biesecker, 2012) ; namely, the interpretation of novel nonsynonymous (missense) PPVs.
To begin to address this, we reviewed each of the 695 PPVs for published evidence of pathogenicity or association with disease. In many individuals for whom family members were recruited, as has been found by Johnston et al. and others in their evaluation of next generation sequencing (Johnston et al., 2012) , we found no evidence for cosegregation of the variant with disease or found inconsistencies in their association with disease in the literature. For example, WGS identified a patient with a missense variant (p.Asn1978Ser) in CREBBP previously reported as pathogenic and diagnostic for autosomal dominant Rubenstein Taybi Syndrome (RTS) (Bartsch et al., 2005; Roelfsema and Peters, 2007) . Subsequently, four additional individuals in our BRCA1/2 cohort with the same variant were identified and confirmed by Sanger sequencing. Detailed family history as well as DNA samples from several family members of one index patient with this CREBBP variant were available, and the patient and her family members that carried the variant had no symptoms consistent with a RTS diagnosis (Supplementary Fig. 3 ). In a second example, WGS identified a missense variant (p.Asn29Ile) in PRSS1 considered pathogenic by clinical laboratories (e.g. Ambry Genetics) as it has previously been associated with hereditary pancreatitis and subsequent pancreatic cancer (Whitcomb, 2013; Sanchez-Ramirez et al., 2012; Gorry et al., 1997) . A total of nine individuals were identified with this same variant and confirmed by Sanger sequencing, and no PRSS1-variant carrying individual reported pancreatic problems. Further investigation of these patients' pedigrees showed that one individual's family history supported the WGS result: the patient's father, who was unavailable for testing but presumed to transmit the variant (her mother lacked the PRSS1 variant) died of pancreatic cancer at age 53 ( Supplementary Fig. 4 ). While WGS has potential to expand the breadth of disease risk reported to individual patients, it is evident that clinical interpretation of WGS results, particularly for missense variants, requires detailed medical histories and results from extended family members to have confident diagnoses for appropriate genetic counseling. Importantly, previously reported disease associations should be met with caution, not considered to be equivalent to causation, and be interpreted in light of available family medical history.
Comparison of WGS Results in Two Cancer Genetics Clinic Cohorts
Because clinical WGS is likely to report an overwhelming number of VUSs (Domchek et al., 2013; Yorczyk et al., 2014) , we sought to evaluate the frequency of PPVs in individual genes in different clinic populations. We compared the WGS results from the BRCA1/2-carrier cohort (n = 176) to the non-BRCA cancer genetics clinic cohort (n = 82) using a "gene variance" analysis. The two cohorts served as reciprocal controls since the majority of the cancers present in the BRCA1/2 cohort presumably resulted from the patients' pathogenic BRCA1/2 mutations, while the non-BRCA cohort had either negative tests for BRCA1/2 mutations or cancers not associated with BRCA1/2. Because PPVs were selected with less than 1% allele frequency, heterozygous individuals are expected to occur in less than 2% of patients in the BRCA1/2 "control" population. Using this method, we concluded that genes reported as harboring PPVs in less than 2% of this cohort are "clinically interpretable" using WGS and not likely to result in numerous false-positive PPVs reported to patients. As such, many "clinically interpretable" genes had no PPVs in either cohort.
This "gene variance" analysis allowed us to calculate and visualize the percentage of clinically interpretable genes (excluding BRCA1 and BRCA2), defined as genes with less than 2% of individuals carrying PPVs in the "control" BRCA1/2 cohort, using different approaches to define PPVs. Including all nonsynonymous PPVs, only 52.8% of genes were considered clinically interpretable (Fig. 1B) . Interestingly, 6% and 20% of the non-BRCA cohort had PPVs in BRCA1 and BRCA2, respectively, and both genes were among the most variable genes we investigated. We note that these PPVs were previously deemed benign with clinical testing (Myriad Genetics) in patients for whom their cancer could have been associated with BRCA1/2 mutations. Additionally, while 67.3% and 66.2% of PPVs in the BRCA1 and BRCA2 genes in the BRCA1/2 cohort, respectively, were predicted LoF variants, none of the four BRCA1 or 16 BRCA2 variants in the non-BRCA cohort were predicted LoF variants. These results highlight the challenge, even for commonly-tested genes, of clinical interpretation for rare missense variants detected by WGS. It also underscores the increased specificity of clinical WGS by investigating LoF variants, the majority of which are likely to have similar functional consequences regardless of the genetic heterogeneity of individual genes. The lack of clinical specificity among missense PPVs was evident, as there was a correlation of PPV frequency with coding region size in the BRCA1/2 (r 2 = 0.61) and non-BRCA (r 2 = 0.5217) cohorts (Supplemental Fig. 5A, C) . When restricting the analysis to LoF PPVs the correlation with size was lost, suggesting LoF PPVs may be more associated with the patient's clinical presentation than the gene's background mutation rate (Supplemental Fig. 5B, D) . 
When restricted to LoF PPVs, the percent of clinically interpretable genes increased to 97.5%, and PPVs clinically diagnosed as pathogenic mutations by Myriad Genetics in the BRCA1 and BRCA2 genes were now specific to the BRCA1/2 cohort (Fig. 1C) . Restricting clinical interpretation to LoF variants has three advantages. First, LoF variants are more likely to be associated with human disease and may be enriched for diagnostic variants compared to other nonsynonymous variants. Second, restricting results to LoF variants greatly reduces the number of PPVs returned to patients and may simplify interpretation of reported variants, for both the clinician and patient. However, we recognize that the increase in the percent interpretable genes is due mostly to the increase in the number of genes without PPVs in both cohorts and that this may also increase the false-negative rate of our simplified approach. Although this is reasonable in the research setting, false-negative test results in the clinical setting are of little benefit and methods are needed to improve the sensitivity and specificity of WGS for clinical diagnosis.
And last, although a frequency less than 1% is a commonly used threshold for defining PPVs, rare variants are more likely to be population specific and a universal 1% threshold may not be appropriate for all ethnicities. However, we did investigate alternative frequency thresholds and found that this approach performed best in our population (Supplementary Table 13 ). Even still, some genes reported a high frequency of LoF PPVs in both populations. GEN1 harbored a single novel deletion resulting in a predicted frame-shift variant that was frequently present in both cohorts. This variant is likely a sequencing artifact because of its frequency in both populations and our inability to confirm it by Sanger sequencing (data not shown). This may foreshadow future difficulties for clinical interpretation of GEN1 LoF variants (indels) by next-generation sequencing methods.
After excluding GEN1 from the analysis, the WGS data identified six individuals in the BRCA1/2 cohort with LoF PPVs in four dominant cancerassociated genes, in addition to their clinically diagnosed BRCA1/2 Those genes not in the shaded region were considered "clinically interpretable" by WGS. One dot can represent several genes. For instance the black dot at zero in both populations represents many genes lacking PPVs in both cohorts. Genes shown in red are those that harbored cancer-risk PPVs in patients, also listed in Tables 2 and 3. mutation (Table 2 and Fig. 1C) . Therefore, WGS identified additional predicted cancer risk mutations in BRCA1/2-carrier patients that were missed using standard clinical methods. Interestingly, one individual (BRCA2.65) with a history of melanoma had a nonsense variant in CDKN2B (p.Glu35*) that, to our knowledge, is the first reported individual with a germline LoF variant in CDKN2B (also known as p15 Ink4b ); no germline CDKN2B LoF variants are reported from exome sequencing of 6503 individuals (ESP6500). The knowledge that patients carry additional deleterious cancerpredisposing mutations would be of definite use for counseling and then screening of the patient's family members.
Analysis of LoF PPVs in genes that cause diseases other than cancer identified genetic risks in 19 of the 176 (10.8%) BRCA1/2-carriers (Supplementary Table 14) . For example, WGS identified a heterozygous nonsense variant (p.Gly542*) in the CFTR gene. Although homozygous or compound heterozygous mutations in the CFTR gene cause cystic fibrosis, there is little evidence to date that the knowledge would be used for anything other than potentially prenatal counseling. As expected, WGS has the potential to provide additional genetic risk assessments for conditions other than the primary diagnosis (cancer), and these results will require genetic counseling.
WGS Detects Cancer-risk PPVs in Non-BRCA Patients
We next asked whether WGS provided added value in the cohort of 82 unrelated non-BRCA patients (Supplementary Table 4 ). This cohort is representative of our clinic census with the exception of removing BRCA1/2-carriers individuals for the first cohort. Using the same model as described above, the cohort averaged 6.4 PPVs in the selected 163 genes ( Fig. 1A ; Supplementary Tables 15 and 16 ), and we subsequently focused only on LoF PPVs, which averaged 0.4 LoF PPVs per individual (Fig. 1C) . Excluding GEN1, WGS identified LoF PPVs in 14 genes in 18 of 82 (22%) non-BRCA individuals. The LoF variants represented only 6% of all PPVs identified by WGS in the 163 genes. Importantly, of the 13 individuals with LoF PPVs in cancer-associated genes, 11 were in genes implicated in the individual's primary cancer diagnosis and two provided a likely genetic diagnosis based on family history (Table 3) . WGS also detected LoF PPVs in cancer genes beyond tests performed as standard of care for this population. Two individuals (UTSW9 and UTSW36) harbored nonsense mutations in PALB2, which has recently been reported to result in an elevated risk for breast cancer similar to BRCA2 mutations (Antoniou et al., 2014) . A nonsense mutation in RAD51C was identified in another individual (UTSW13) who was originally tested in the clinic for an FH mutation (WGS identified this mutation as well). Again, this illustrates the potential of WGS and multi-gene panels to identify co-occurring cancer gene mutations (e.g. RAD51C and FH) that pose genetic risks (breast/ovarian cancer) beyond the patient's primary diagnosis (leiomyoma). WGS is an unbiased approach to identify unanticipated risk factors, and the entirety of genetic information may prove useful as additional disease-causing genes are discovered. WGS in the clinical setting will require extensive pre-test genetic counseling.
Because several of the non-BRCA-carrier patients were without a genetic diagnosis, we expanded our WGS analysis to include all genes annotated in the ClinVar database (a public collection of 3209 genes associated with human disease; accessed June 2, 2014). However, as the number of genes investigated by WGS increased, so too did the number of PPVs reported to patients, which averaged 111 PPVs per individual. Using the same variance analysis as performed for the 163 disease-genes, only 60.0% of ClinVar genes met our criteria for being clinically interpretable, and this improved to 98.6% when restricting the analysis to LoF PPVs ( Fig. 2A and B) and averaged 7.8 LoF PPVs per individual.
To further assess the effect of restricting PPVs to increase specificity, we focused on LoF SNVs, which slightly improved the percent of clinically interpretable genes to 99.6% (Fig. 2C) Focusing specifically on known cancer-associated genes in the ClinVar database, WGS results were compared to our clinical testing performed as standard of care in the cancer genetics clinic. In addition to confirming mutations diagnosed with standard clinical testing, variant analysis of ClinVar genes identified LoF SNV PPVs in previously unsuspected cancer-associated genes that were not considered as part of standard clinical care (Tables 2 and 3) . Of those listed, ERCC3, FANCA and FANCM LoF variants are good candidates for further research as potential cancer-susceptibility mutations as the normal functions of their gene products are in DNA repair pathways. Note that LoF PPVs in ClinVar genes, even if they alter DNA repair pathways, are not necessarily high risk cancer susceptibility mutations. More clinical data is required to quantify risk as was recently done for PALB2 LoF PPVs (Antoniou et al., 2014) . This highlights the potential for WGS to identify putative cancer risk variants in patients and ultimately increase diagnoses for individuals undergoing genetic testing.
ERCC3 and FANCC LoF variants were also discovered as additional mutations in the BRCA1/2 cohort after analysis of ClinVar gene mutations (Fig. 2C, Table 2 ). Expanding WGS to ClinVar genes also identified a LoF mutation in the tumor suppressor gene DLEC1 in a BRCA1-mutant patient (BRCA1.73); the function of the encoded DLEC1 protein is not well defined but has been found to be lost in breast cancer. The DLEC1 acronym stands for "deleted in lung and esophageal cancer" as its expression is lost in these two cancers (and other cancers including prostate and breast) due to somatic mutations or gene silencing (Daigo et al., 1999; Yuan et al., 2003a Yuan et al., , 2003b . We are not aware of earlier reports of DLEC1 germline mutations associating with familial cancer, illustrating the research value of WGS in the clinic.
Discussion
The decreasing cost and potential to provide a more comprehensive genetic risk assessment than current targeted methods makes WGS an attractive tool for genetic screening in patients with a family history of disease. For patients in the cancer genetics clinic, WGS may provide new opportunities to better understand their genetic risk for cancer, as well as other (non-cancer) conditions. Therefore, we modeled clinical WGS by performing WGS in patients with and without clinicallyconfirmed BRCA1/2 mutations. This allowed us to begin to address important questions regarding WGS in the cancer clinic. Particularly, we focused on determining whether a simplified method of interpreting potential clinical implications of individual variants in coding regions of known disease genes would be less burdensome to the patient and clinician and whether WGS provided added value beyond physicianordered targeted gene or multi-gene panel testing performed as standard of care for our patients. Initial investigation of the frequency and co-occurrence of PPVs from a limited panel of 163 disease genes in the BRCA1/2-carrier cohort indicated that the majority of nonsynonymous PPVs in the cancer genetics clinic will be novel VUSs (not present in the ESP6500 database). Furthermore, our observation of the limited phenotypic effects of previously reported pathogenic missense variants in several genes, as illustrated by the examples of CREBBP and PRSS1, reinforces how WGS coupled with patient phenotyping will improve the clinical interpretation of genetic diagnoses. That previous estimates of risk for the CREBBP and PRSS1 variants were not predictive in our study cohorts illustrates that clinical-risk prediction for missense variants is frequently in need of additional patient data for confident association with disease in individual patients.
Additional methods based on computational predictions of deleteriousness have been proposed to improve detection of potential diseasecausing PPVs, though their clinical use remains unclear. The Combined Annotation-Dependent Depletion (CADD) score represents a summary statistic incorporating multiple predictive methods (Kircher et al., 2014) . As expected, a majority of clinically diagnostic LoF PPVs had very high CADD scores; however, only a small proportion of missense PPVs had similarly high CADD scores (Supplemental Fig. 6A ). As well, the variability of individual variant CADD scores within a variant class (missense, misstart, etc.) increased as WGS analysis was expanded to all ClinVar genes (Supplemental Fig. 6B ). It remains unclear whether CADD scores, or other computational predictions of deleteriousness, will improve clinical interpretation of missense PPVs.
Because of the overwhelming frequency of novel missense PPVs and the difficulty of associating specific PPVs with disease in the published literature, we restricted our analysis to LoF PPVs, which represented a small minority of the PPVs and are predicted to be enriched for pathogenic variants. Limiting reporting to LoF variants in the clinic may assuage some of the fears clinicians feel when contemplating the new era of next-generation sequencing, namely the functional interpretation of VUSs. A similar approach was recently used to investigate the diagnostic rate of WGS in patients with intellectual disability (Gilissen et al., 2014) . WGS was performed using the same method reported here (Complete Genomics, Inc.) in 50 patients and focused specifically on de novo variants, which required sequencing of parents as well as patients. WGS diagnostic yield and genetic diagnoses were increased if analysis was restricted to LoF sequence variants.
Finally, we expanded WGS analysis to include all human diseasecausing genes annotated in the ClinVar database. This potentially represents the largest collection of genes relevant to human health and disease. As expected, expanding WGS analysis increased the number of LoF PPVs; therefore, we further restricted the WGS analysis to LoF SNVs. In total, WGS provided likely genetic cancer risk PPVs in 20.7% [95% CI: 12.6-31.1%] of non-BRCA1/2 clinic patients. A recent report using targeted gene panel testing provided similar cancer risk PPVs in 10.6% [95% CI: 6.1-16.9%] of non-BRCA1/2 patients (Kurian et al., 2014) . Therefore, WGS may provide genetic risk predictions for more patients than targeted gene panel testing (p = 0.048), though we expect that significant research efforts in larger patient cohorts will be needed before clinical WGS is widely adopted. We do note that restricting analyses to LoF SNVs (as for ClinVar genes) is very conservative and that such an approach would have failed to identify likely cancer risk PPVs in our initial analysis of 163 genes. Comprehensive WGS analysis methods are likely to improve as clinical WGS becomes more widely accepted, and this may require a concerted effort to integrate multi-center WGS results with detailed clinical data from large patient cohorts.
Furthermore, while restricting the analysis to LoF variants for research is feasible, there remains the challenge of false-negatives in the clinical setting. These false-negatives come not only from the conservative interpretation of variants but also from the technical limitations of next-generation sequencing platforms. The use of multiple technologies to supplement genome sequencing, such as microarray analyses or Sanger sequencing, will assist until sequencing technologies and software for variant analysis overcome these challenges.
There are other major challenges involved in translating WGS into the clinic, including questions of mutation penetrance, better understanding of the genes about which we understand little, and how to counsel patients who test negative or positive for an identified familial mutation in one of the less well understood genes (CHEK2, PALB2 or RAD51C are good examples of this). Recently we documented that even clinical laboratories are not interpreting the significance of variants consistently (Yorczyk et al., 2014) . This increases the urgency for information sharing of variants and their classifications. The more patients we evaluate with detailed and precise family history, the better we will understand the clinical significance of individual genes and, possibly, specific gene mutations. We encourage all clinicians and researchers to use consents that facilitate wide sharing of de-identified data and to submit the results of their studies to public repositories like dbGaP. WGS reported here will be made available through the NCBI dbGaP repository.
Finally, though WGS was performed in these patients, we limited our analysis to the protein-coding exome to facilitate interpretation of nonsynonymous variants. In addition to better clinical interpretation of nonsynonymous (and other) variants, technical improvements will be required to comprehensively detect variants other than SNVs. The overwhelming false-positive rate and lower quality and confidence for detecting insertions and deletions may contribute significantly to the lack of a better diagnosis rate using WGS. Though currently wholeexome sequencing may prove more cost-effective, careful consideration should be paid to understanding the cost-benefit of both methods as technologies continue to improve and sequencing costs decrease, including aspects of sequence uniformity and completeness as well as improvements in variant detection (Biesecker and Green, 2014) .
The results from our study highlight the ongoing discussion as to the appropriateness and use of WGS to balance our research goals to improve future patient care and risk awareness with the goal of improving our current patients' overall health and well-being (Burke and Dimmock, 2014) . Proponents of clinical WGS highlight the potential to identify not only genetic risks for the patient's primary diagnosis but also risks for other diseases or conditions that may benefit the patient, such as late-onset diseases or disease risk that may affect reproductive decision-making or family planning. However, contradictory opinions often revolve around the interpretation of sequence results and whether findings unrelated to the current clinical presentation should be returned to patients. While not discussed here, these questions should be addressed for WGS to have the most benefit for current and future patients.
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